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(57) Abstract: A convenient and highly accurate method for detecting protein nuclear migration due to an endogenous or foreign 
substance in a local area such as a vital cell or an individual organism with the use of a pair of probes for detecting protein nuclear 
migration, characterized in that the probes comprising a probe I having the protein, the nuclear migration of which is to be detected 

£2 an d quantified, connected to either the N-terminal side or the C-terminal side of a fused structure [intein-C/labeled protein-C] wherein 
at least a C-terminal side polypeptide obtained by halving intein is connected to a C-terminal side polypeptide obtained by halving a 
labeled protein in this order, and another probe II having a nuclear localization signal connected to either the N-terminal side or the 
C-terminal side of a fused structure [labeled protein -N/intein-N] wherein at least the remaining N-terminal side polypeptide obtained 

1^ by halving intein is connected to the remaining N-terminal side polypeptide obtained by halving the labeled protein in this order. 
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(3n) /intein-N (4n)] M^MM hmmft{hzstf±)V (5) tt, SfiK 

(2) , mmmt^if±)v (5K #^n-^ uk 12) m<D^m\zmm^ 

M (1) ^MV^TSSi (2) (D^F^^ff^^ffi • femtzjj 

n^o JWftHcite, MIBO^n-^ (l) \z3stfZ>7u — ^1 (11) 

(C) T^H^tt^S (6) <h^#£i±, :/n-:/ II (12) £ 
^1*3 (N) fcM££te£i*, mtH (N) fc*5tt&tfEiS6 (3) <£>5/^ 

^©i^^S^M^P^^ffo^ffi • ^«^^X«, ^n-^i (11) 
te£HJM (C) ^n-^II (12) Ummmki'>7')-)V (5) (£> 

#=fiEl~<fc £>$EF*3 (N) ^Mffi'fb-r^/O^ St 6® (2) #*3£#j?g'l4#JK (6) 
£KiSU m-£r-?Z> z t\z £ D yn — :/ I (11) (c) ^£^i*r 

(N) ^T&ft-r&o ir%£, ^n-^l (11) t^n-^II (12) ^jffi 
mv, Z\nZ\z£>\?Z> 2##J$nfc intein (4) )5U^7^^>^tj; 

d-kj^ tB^tiTiiie (3) Mi$n§ 0 Lfc#JoT, iiia 

(3) ©^^sao^-rnk^ (6) iz^zmmm (2) 

(3) «^^<h^^®a (3) <D*/?fjr)vmm.<Dm%fr *>w>mm%?&#>ft 

it. 161 (2) £>^l*I^fTS£/£i-r3 £<hfe "5111^75: ^> 0 

:/i (id t^m^mm (6) SitM® (o t^#$t, yn— ^ 
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II (12) (N) \zm&ikt£^&frib\zte, — (l) * 



\z£>^T7n — y I (11) t^Sf* 



(6) &jffij& 



zfu — f II (12) SSft (N) teJ^fcSitrS 



ei (2) <£>w.iH : &ff&wim-rz> 



n^co^n — ^ (1) l:m^n-^i (11) 



(C) fc*SA 

yn-^ll (12) (N) &cM£Efb£-£. ^ftf£ffSi§S#l*f&#f 

r (6*) zmmw (o tc^#$-gr, ^©m, «ft (N) \z & n z mwtm 

IKlWffRSSflWttR (6') d^n-^l (11) (2) 



yl (11) ffi 



(C) frS^ft (N) ^fxU. (N) fc:M£Efc 



£nfc:/n-:/ II (12) <hi£jg-T£ 0 ^tifc^D 2^#J$tlfe intein 



y^F (4n) iJJj58b, 



!l : 4c) £^5— ^<£>^U ^ 



6 (3c$3«fctf 3n) ^^H^ttl 



a (3) &n 



6 (3) Oi/^tikSISttiti, jRF*g 



yn-yi (11) § 



(C) l:#Al, r/o-y II (12) (N) 
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n— (id ^mmm\zmAv. 7u—°?u (12) (to tcM 

fc^ttsyn-^i (11) ^Ifil (C) ^0-^ II (12) 

(n) fcMffi^b^-ti:, st\ mn®ftm.mwmmm (6-) &ttm& 
a (o \zm<A-rz> 0 mmnmtH&nm^mm (6) ^mbsk 

mmnmfo&ffmmmw (6) od#£*bi6r (o tc^Ab^^-a-© 
mmm & <d $s ? ir & t tt&-r %> c tic £ e>&i*mfr m.mmw&xp u 

*fti^fflB#«*l«H (6") ^n-^i (11) fc*(J5ISR (2) 

tsea^F^^ffM^^® (6) ©*§^*BasFi-s«^-. iiig (3) 
mwrnmrnm (6-) *#«et i-ru^^n^nmrnmrn. (6) 

(11) ^ilS (C) fciAl, yn-^II (12) §>^ft (N) £ 
J^ftlS 1*5 ^n-^ (1) SSS^-r-Stf U * ^ iVsT^F 
^MBSrtfc^ATS^^j&tigffisnSo ££V>te, (1) & 

^i (in ^mmm\zmxv. fu-^u (12) 00 
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(i) y^x^ F©#tfg 

PCR iao, RLuc ©N-5fc3IM H^O^X>3- Ft" 3 cDNA 
(RLuc-N ; 1~229 AA) © C - *S fclB^J 4 ® ^ b* (KFAEYC) 
*7tN-^^^ga^l#^5 lC^$n^> FLAGXlf h-^ (DYKDDDDK) 
£#Abfc 0 ^trji RLuc-N &x>3 - cDNA ^ Tfc^'14© 

Hindlll 1M hl'i DnaE ©N K ^-f >£x>n— FT£ 
cDNA (DnaE-N ; l~l23 AA) \zm&lsfr 0 ^Ut, DnaE-N <D C -5fc>MJ 
F^-f >£x>n- Ht§ cDNA Ncol h J: D , ^M&v-^:*- 
;V m&mn 1 : NLS ; (DPKKKRKV) 3) © cDNA fCi^Ufco 

PCR t«fcO» RLuc © C - 5[cS» A! F ;* -f > <£ X > 3 — cDNA 
(RLuc-C ; 230~311 AA) ©N Site SB 6 (0^7^ F (FNLSH) 

£xx— Muni ScfcC -5fc*Sfc:E#l#-it 7 ©U — 
(GGGGSG) £XLX-^&@Pi§§B& NotI §^Alfc. 
$ PCR \Z&V) , AR £X>3- Hf5 cDNA (1 — 918 AA) ©N- 

5fettfcn.x— :?&®^3B&T&3 NotI C-5fc$gfc: Xhol 
£©{^ RLuc-C *X>3-Ht5 cDNAtt^ Muni fc: «fc D DnaE © C 
-5fc8HW»rfi*£x>3- Ht5 cDNA (DnaE-C ; 1~36 AA) fciSH-a-L, NotI 

0 £S AR $x>n-ftS cDNA £ 186 b „ 
cnSfci, §ggl^^-pcDNA3. 1 (+) (Invitrogen) (DWmUfc BamHI 
Xhol ^mz*3r72U-->?fl£nrc 0 
PCR <D&^Mfe. BigDye Terminator Cycle Seauencing 

17 



WO 2005/085439 



PCT/JP2005/004591 



kit ■fcZZFlzmfc^fttirW, ABI Prism310 (PE Biosystems) ^ffi^fcy 

(2) mmmmtmnm^ 

cos-7 mi&<DmmnAo%x ; Tti'i ^m^^^m i Mskm^mmm fbs) 

tl >/X Mv^h^-T ->>£Ss;EjnU£: DMEM 4u 5 X C02> 

37 < C(D^#T-eff ofe„ 

12 <7:c;KZ)ig*:^>- h±CilLfct, lipofectAMINE2000 
(Invitrogen)£M^T,ffriB(D:/^X5 F 2 m g©7B*K^A£fr o fc. 

(3) Dix^>^n*; K 

pcRDn-NLS pcDRc-AR § COS-7 MiCfliAl/, 24 Bf R9< > 

hLfc.*Hfl&£PBS*Tlim8fc$£l^200 Ml © SSMPMB » $R ( 1 X 

h u vi** iox^u-feU>, io % 2-^;i/^/^ b j:^ y 

— ;K 0.001 Xt/n^E^x y — )V^f)V — > 50 mM Tris-HCL pH 6.8) 4» 
-hnt;Vn-Xl±fcfe?bfct, v^xirC AR irC#: (Santa Cruz) 
#*ETTM >^Fa^- hU, 5 ;i/ -fe > X (New England Bi olabs) 

(4) ft&*Biefc3S¥i£ 

COS-7 MM<Dt&mte, It^77X7-f H_hT?ifi^ff^ (2X105 8B 

^A^tifcMte, 3 ^ 7^A7;i/f k Fit t?@tbfe„ 3ffiJ®£ 
0. 2Mt*7f >T^n ^ ^r>^b^^,T'j7X*rL AR irt#: (Sant a Cruz) 
Sfcte^Xia FLAGYL # (Sigma) #fiTT^ >^a^- $ 
ffllfiS Cy-5Hg^fc— &ffi#fc«k >3ra.^— hb, 647 nm# 

y b^ryy j )i? £ 665 n i.p. ;i^£S3»Ufc^ii* i/— if— x 

(LSM510;Carl Zeiss) &m ^xm^VT^o 
( 5) in vitro 7yt< (SD1&) 
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y^xs. f^jsv^t cos-7 mmzm^AVA2 mm^c h 

VTco mmWi%: 10 XFBS^in DMEM fcfilt, ^(D 24 B# M ^ # ;i/ 

COS-7 8fflJ©£ 2 NFraO^o.^— hb, M£JKIfcbT. )l> 
z/y x -7 — if fg'&S^ Renilla luciferase assay kit (Promega) ted; 
tK (Minilumat LB9506 ; Berthold GmbH) 20 

(6) in vivo^^-^>^ (T^T.) 

ttrta ( i ) -emmvfcy*^?. s. h pcrdii-nls & pcdrc-ar cos-7 
mm dmem 12 p*i t d h b> li^tiife. £ 

life. 

S*t 12P#W^, 100m 1 ©DHTOOO Mg/kg#:fi) Sfcte 1. 0*(vol/vol) 
DMS0 (^^) &Mm&l (i. p. ) &ttLfc 0 2 mmm. 100m 1 cz>-t: 

l/>-^^^> (2. 8 mg/kg#:M) £i.p.&ftU, 2 ^KPST^^X CD-T 

RLuc femzMTZ DHT <2>!2#£li^3 2 iO)?-FY<)XO)f 
COS-7 M (1X10 6 M) ^EiaALfco 2 M<D5%mfflCD^ 
i^XSMcte, 100 Ml O 1. 0 % (vol/vol) DMS0 (mm) £ i. p.&#fU 
fc„ l£ 2 igMC 1 0 0 ii\ (D DHT (100 Mg/kgM) S^ltLfco 3 B#P^ 
100 Ml <D±U>^yzS> (1. 4 mg/kg #:«) § i.p.ftib. 10 
Mt^^X^-f * — S?>^£fr ofc (n=4) 0 

0HJIi<Z)fca£>f;i> ffflBO^^X^ H pcRDn-NLS & J;tf pcDRc-AR <DM 
^^fliAtfc COS-7 MIS (lx 10 5 $1J&) 1 mm (omMlLftB 3 mm 
O^T)?-HY^X0iitiILfeo #ttit^ 4ifP©5tifg 1*5 
2 ^xs^cte, 100m 1 <D 1.0% DMS0 § i. p. ftStLfc 0 ^ 3 43 
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4 *?vxm\zfe i.o% Diso 100 n i ©^n^ f> 

<h PCB (10 mg/kg#S) £^fl^n i. p. Ufc 0 

i mmWitz^m 2&&um- 3 i. okdmso \zmmvtc 100 

Ml <£> DHT (10 Atg/kg^fi) £r i. p. Slfl/fe. £ (D^;!/^ >M#© 2 
mmWi, 10 *t 1 ©iriv>^>^ (1. 4mg/kg#:fi) (i.e.) 

^-v^X^©^ (n=3) 2 # T*1 PS |?0 Bffc *-S>> 

&3s»:£T©v#X>r — S^^to*?^ CCD #;*^(IVIS100 system, 
Xenogen) £MV*Tffofco t ^ X fi^©iiAIi «k t) ifcffi $ fife 7 * 

1 ^iaHH-??8t3¥Ufc. Billl^ LIVING IMAGE software 
(Xenogen) £M l^Tfr^ fc. 8flj£3fc£3£S?*5&«K liilAi^l 
fcfl?*r*j-afcflH« (ROD ^i^fgTfcSt^ C7* h>/50>/cm2) £fff- 

<*1W 1 > 

RLuc t. DnaE <D C ^fclSlg^nfc AR Ctf3it>t>* ^n-^ 

^1 o 

DHT ©^ftTTS, ^n-^ I HitUTaiiltl:#ftUTVife 
(0 2 a-1) ^\ DHT £^Jnbfc :/n — 7 I j&t^^^frbfc (EJ 

2 a-2)o — RMftft^^t;!' (NLS) ^r^fT^ RLuc F * -i > k. DnaE 
©N*»F*-f> (f&frS, ^n — :/II) DHT co#& • 

!>IX^>^D y h^Cilg^fcfe-Sbfc (03). 
DHT ##SETtfi, ARfei#:«> ^n-^ I ^7X5 Ft^D-^ II ^ 

gg#:, f &fc>% RLuc-C £ DnaE-C fcjgagsnfc 115 kDa © AR 
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fat^^te, 135kDa £ 160kDa ©tfU^:/^ FIlSSIlLfco ft: 33, 

-r v- > ^ ff> © ^^^^?s ^ ^n^n-a-is: b t ^ o 

^Jkd^HI^S, DHT j&* AR ^M-a-r^. £ £M£ D ^ft^ffj&Sjg d 
<^JSM2> 

ORft^ff Jl tSfllSS-rsfcfefc, in vitro ttUBTyfe-r 

^fflv^T, dht «t§^n-^ i (Dmn&n ssneufc. 

COS-7 iBJI&fc pcRDn-NLS & pcDRc-AR ©ffl^&te pcRDn-NLS 

^frmmT*%z>w<)i'v&-Dfc. (04). 
ff * sit tsii $ nfe . 

<*««3> 

i^KS^tC^ofeoT-X hX5^D>£ 19-/;i/^X hXfn>0 10 _6 M 

«Sfc*^sffi^3ftStt. -en^niwiit^© dht \zw?z>mm<D 72%t 

UXTfc-Dfc (I5a)„ 3;fc, ft&teX^n-f Ftf»;WE>© 17/8-XX 

"xuy (CPA), triT> Hn^>-a-^b^K©tf>^ nVU >iiy)V^ 
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m*E>fr fc&ofc (05 c) Z\hfrt>, AR^^n->5 FXl^UTfe, 

<a©S«fe'l&KT?fcJ; 0, p'-DDT jjf>l© AR £^f*3^fr 21 £^511 

*>fr\Zf3L<?r£&. PCB |WUg®T&£ Aroclor 1254 DHT AR 

<HIM4> 

j**#b,j*ja-r^-$?>^*wflBi*r*(*#ws:iR3, 2 1-23), 

4tfcY^XftT*Sii$nfc RLuc ©frr5tbte3IS)&* CCD ft*"? 

tzjz&wimiz&y) sf^&^^tti, 2: ts?ssg"rsfe«>, 100 tjm 

©#7£K#A COS-7 KB ft (##M), pcRDn-NLS pcDRc-AR =£ifi$K 

#H£^ft^AbfclfflJI£> b < pcRDn-NLS £ pcDRc-AR ©M^l^fff 

8—35 ftmmwLizfttm ccd iaoii^n&T^xitca, 

pcRDn-NLS <h pcDRc-AR (Dfcmm&^&fflM&Affi&fdtftzmmfcMyt 

1/ v 'jr jutfimtiit (06~8) O 15 ftmrnrnfiL-v 2 ^^mm\zmmmx 

bfc#BlfiJc j:*m^£3Sa!«,pcRDn-NLS Sfcte pcDRc-AR © V^Tn^&# 

itfiiAifciici^gig© 20 fg£Jt®ofc ^^fe 

<ilM5> 
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a&fc, 2 t?)V~-7<D*k%fc'WX0>Wm\Z, y^X^ F pcRDn-NLS £ 

pcdrc-ar <Dmjj*mm\zmmmmnmxisfr cos-7 *Hj&£^*tb,?gii 
(dmso) sfcteDHT iz&vmmvrco 

-jj<D^ryxm4m\zfe2mm\zt>frv i.o% dmso (^^) fc^sjfnj 

^frV^ -5— -ft(D~?iyxm 4 E5fc fc£|wjDB#F*1 DHTOOO ng/kgi^M) 

3. 5 mmmvx^rc m 9 , i o ) D 

^_h©M^^6)^^feN"j7X*^^^, DHT ##fiTlc:^t5 DHT # 
<^JSM6> 

pcRDn-NLS £ pcDRc-AR *mm\z^m&XVfrMM*-?V xmfo\z 3mm 
O^^tftAb, 1. 0 » DMSO 10-7 MDHTSMft, *fc«^n^fc# 

(i. P. ) ftAl/L 

m-ffifcffiiJfcftbTgl^fcJflJnUfc (g| 1 1 , 12) n <hj^S>, DHT £ J; 

wm.mim<Dm^mizit^x±^^ dht Man^rr/n^ h> 
<mmm7> 

Glucocorticoid receptor i^f)]/0. )\>^n : GR) cd^i^j 
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pcDRc-AR &MMBm NotI t Xhol 7?^JBf b, AR — Ht5 cDNA 
DB£^fc 0 HCD^9X5 HJC, glucocorticoid receptor (GR)£n — H 
cDNA £ NotI t Xhol 1M hTlib, 7^X5 F£JSIgbfc (0 

PCR RLuc ON-*iIF^'f>Sx>3-Ht§ cDNA 

(RLuc-N; 1-229 AA) <DC-*^(C«, BB^J#^ 8 <D^7^ H (KFAEY) 

RLuc ©C -5fcffiHlf F;*-f >^x>3-Ft§ cDNA (RLuc-C ; 

23o~3ii aa). <DN-mm\z\immm^ 9 ©^:/^f (cfnlsh) s^a 
bfc„ 

( 1 ) GR ©MflEOfll® 

Rluc £DnaE©C5fc3j§ FpW >Jc3^IS^^lfc GR s5« S& «f 3MB A3 F*g CD Jffl fl^ f*g 
S8tlCiEU<J|ftbT^5CtSitBt5fcJi>t, NIH3T3 lit: 
pcDRc-GRfg5t^^-£»fc^5SAbfc 0 

corticosterone ##£TTfci, ~7u-7 I te3£<h bTMff 4 1 
fC^ftbT^fc (B140±g, 0tfJ© rcorti-j) 0 -^© — 
corticosterone £$sinbfc£: ^5, ~7u — I J&^^^ff bfc £ £ £$1 
iTtfc (BH4CD2^g, m*<D rcorti+j) 0 

(2) GR ©$?i*i^fT©/ta 

TZ>r£®\z, in vitro mU7v^-i &m^T, corticosterone &M$& 

NIH3T3 fflBJ&fc pcRDn-NLS t pcDRc-GR ©M^^jtfe^^A b, ^n^6 
n©#x;Wc6-ffl»ft0 corticosterone £ii#nbfc 0 ?M£JKIftb, 

^^£M^^ffofet corticosterone jft£©ii;Onfcf#V^ ^t 1 ^ 
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z.<Dmm<Dmm<D7u-7tt%m^T, &m{k^mm\z&z> gr (Dm 

ft^ffSr^Ml^feo Ell 5!i^lfct^D, dexamethasone , 
progesterone> Cortisol ifi GR ©^PWff^it^T^ £ hi$t>fr^> fc 0 
(3) XMtttefcfr* GRiRft^fr 

&ft^fr§«*T€?SE££^gELfc.PcRDnHNLS i pcDRc-GR & |W| R# 



jffc^AUfc NIH3T3 £#fc*T^X tfm&ftg&fc 

ftAUfc (0 1 6) 0 12^ 0^W*»tf' > C^t, 
XMVX*#itfc. 1 Btram-feI/>^^> ? >^^#bT, CCD ^ ^7 \Z 

r swimming (+) J) >^£>te, Xhl/X^-^^&^ofcV^X (EI^ 1 © 
rswimming(-) j) fc^fb, SI^MS^iltffc. 
£k±fr*>±&ftX h UXMfflLlz£Z>*WX<D£.m%l corticosterone 

<^J£M 8 > 

Sterol Regulatory Element-Binding Protein-2 (SREBP-2) ^ft^fr 

^7X$h'0iilt J5> e> 6 f* pcDRc-AR 

SfffllSiPsif NotI £. Xhol Ti2Jiff L,AR — HT§ cDNA £5t D Rfcl^fc:. 
£<£>:/^X5 Htd> SREBP-2 Sn-Ht5 cDNA & NotI £ Xhol iJ-^T b"? 
1^1^7X5 F£#lfgLfc(0 1 7)o^©^^ pcDRc-SREBP 

PCR fc^D, RLuc <DN-jfcmM H^-T >&X>n— Hf§ cDNA 
(RLuc-N; 1~229 AA) ©C-5^^(ctt, SB^J#-^ 4 H (KFAEYC) 



25 



WO 2005/085439 



PCT/JP2005/004591 



&1t* RLuc (DC-mMffi H^-T >£x>n— Ft§ cDNA (RLuc-C ; 

230-3H aa) (DN-^m\zummm^9 <d^^y (cfnlsh) 

(1) SERBP-2 (Dm&<D%£M 

Rluc t DnaE ©C*^ F ;*-f ftfc SERBP-2 ^\ UrgJffiU&ft 

OMflSl*I^W^iEb<M ; abTV^^«h^m^T^^:Js6^, COS-7 M 
pcDRc-SREBP ^^^^-^l^TiAl/fe. 
jg^, 3l/Xrn-;i/#ftT (01 8*© r+cholj) SREBP-2 

(D)o — ^ ni/Xfn-jPiMT (01 8^o r-cholj) Tfet, 
:/n-:/^^fTLfc (018© (2) (4)) 0 

(2) SERBP-2 (Dm ft Sfr©^» 

Jfcfc, SERBP-2 <B«fti&f?©J£S&^ifiW 7 £ H#CD#^Tff o fco 
COS-7 HBflBfc pcRDn-NLS <h pcDRc-SREBP (DM^Sst^^^A U -^n^ 

s^it^cf § c t^?iM$nfe (0i9) o •'tomyt&miz. a* 

y^^59>l«Ot3tt^KOTiTf»ofc. £*_t^£, SREBP-2 CD 
<iIM9> 

Signal Transducer and Activator of Transcription 3 (STAT-3) W. 

^7X5HOlilt ^S«1^56-effi^&^7X5H pcDRc-AR 
£f|HMgliP§NotI tXhoIT«I»fU,ARSn — H*TS cDNA D Ifc^fc. 

^©y^X^Ffc, STAT-3 Hf« cDNA £ NotI <h Xhol 

It-f hTjg^bT, ^^7.5 F^^H^ff ofe (120). Z\<D7?X 
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^ F£ pcDRc-STAT3 :n^^fc„ 

( 1 ) stat-3 (om&oimm 

Rluc t DnaE © C 3£3§ H ;* -f > $ tifc STAT-3 4ftttfl@ F*3 <DM 

mftm'gteiEv<mtEVT^z> ^h^mm-r z>rc#>\z, HEK293 mm\z 

pcDRc-STAT3 mM^P ? — ^lifiAlfe. 

U^>N-^^§ oncost at in M (OSM) ^#fiTt^, STAT-3 

r0SM-j) o fit, OSM £isiJPLfc£ £3, ^n-^i^ffrtS 31 
i/Wtg^tlfc (021© r0SM+J) o 

(2) STAT-3 ©^ft^ff©^* 

SERBP-2 ©^ft^ff ©/£*£, ^i&M7, 8 <h |i«©^?£TfT 

HEK293 mmz pcRDn-NLS <h pcDRc-STAT3 ©M^Sjt^^^A ^ 

n^n©^^;i/tc^-M^^© osm ^^jpufcc m^jripiu, -€-©?§$? 
m \z -fe i/ > t- ^ > £ s-a- b = 

^T^iJ^fTofci: £3, OSMMS©Mnfc#V^ f£ t£ 3£ S it f 

s^t^ii^nfc (022). ^©^^^^«. ny&if?*? 

>K©m^£^#KS«Rlt£ > T:&ofc 0 ^Ji^£>, STAT-3 $eF*3#f?©@g£ 
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intein £ 2 #§!lU7c 5 % © C - 



^^^©C-^MJ©^^:/^ F^Jii^^M^nfe [intein-C 



iie§ 2 %©b t> ©n -*^m©^ u ^ h 

intein £ 2 #§!l bfc 5 % ©3^ D © N -*M!l©# U F#*JBte 



6-N/intein-N] Hte«&©N-*$Bflfffe;fcH:C -5fe 



intein £ 2 frfij Ufc 5 % ©N - ^MJ©# U H^Mt; 



[S 



B-N/intein-N] 



©N-*i 



intein £ 2^iLfe5^©iD©C-*SiO^U^^K 



^S^$nfe [intein-C/«il§e-C] i» « jfi © N - * SSS ^ « C 



EtiK: yn — :/ I &<kX$ II iccfcfrS 2 frm?£nf- iiLtein 



6 -P? 



_t§Ef|3 ©5Sf§©SeR#ft^fjMftffiJB:/n — intein 
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